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[57] ABSTRACT

Atrial natriuretic factor analogs containing N-alkylated
amino acids and showing enhanced potency and in-
creased metabolic stability. These analogs have natri-
uretic, diuretic and vasorelaxant activity, making them
suitable for treating congestive heart failure and renal
hypertension.
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PEPTIDES HAVING ATRIAL NATRIURETIC
FACTOR ACTIVITY

]

2

2

Flynn et al., Biochem. Biophys. Res. Comm. 117 (3):
859-865 (1983), discloses a 28-amino acid peptide hav-
ing the sequence

3 4 d 6

Ser~Leu—Arg—Arg-—Ser-Ser—

-

8

9 10 11 12 13 14 15 16 17 18 18

Cys=-Phe=-Gly—Gly—Arg=—Ille—Asp=—Arg-—Ile—Gly—Ala—GIn~—Ser—

20

21

22 123 24 25 26 27 28

Gly—Leu=Gly==Cys=Asn—Ser—Phe— Arg—Tyr.

CONTINUING APPLICATION DATA

This 1s a continuation application of application Ser.
No. 07/543,621, filed Jun. 26, 1990, now abandoned.

BACKGROUND OF THE INVENTION

It has been postulated for many years that the cardiac
atria serve as sensors that are important in detecting
changes 1n extracellular fluid volume (Gauer et al.,
Physiol, Rev. 43: 423, 1963). Such a receptor function
for the cardiac atria is known in the case of vasopressin,
the hypothalmic hormone important in regulating the
osmotic concentration of the body fluids.

The postulated existence of a substance which would
enhance urinary sodium excretion, and hence be in-
volved in regulation of extracellular fluid volume, was
demonstrated recently. de Bold et al., Life Sci. 28: §9,
1981, injected a partially purified extract of cardiac atria
of rats into other anesthetized rats and observed a large
increase in urine flow and in urinary sodium excretion.
This relatively crude extract possessed the appropriate

characteristics of an endogenous natriuretic substance.

In addition to its potent diuretic and natriuretic ef-
fects, properties that make the material especially ap-
propriate to exert a major effect on body fluid volume
regulation, it was also discovered that these extracts of
cardiac atria have potent smooth muscle relaxant activ-
ity (Currie et al., Science 221: 71, 1983). Such action
inplies a potential direct role in regulating blood pres-
sure as well as a role i regulating extracellular fluid
volume.

Because of the immediately recognized importance of
this discovery for understanding the regulation of body
fluid volume and blood pressure and the obvious thera-
peutic potential of such a natural substance in the treat-
ment of congestive heart failure and hypertension, nu-
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Since this peptide was i1solated from rat atria, all opti-
cally active amino acids have L-configuration.

Currie et al., Science 223: 67-69 (1984), disclose two
peptides having sequences 10-30 and 10-32 (numbering
as above). Since these peptides were isolated from rat
atria, all optically active amino acids have L-configura-
tion.

Kangawa et al., Biochem. Biophys. Res. Comm. 118
(1): 131-139 (1984), disclose a 28-amino acid peptide
having sequence 6-33 (numbering as above) having a
methionine residue in lieu of isoleucine in 17-position.
Since this peptide was isolated from atrial tissue, all
optically active amino acids have L-configuration.

Thibault et al.,, FEBS Lett. 167 (2): 352-357 (1984),
disclose isolation of a peptide of 103 amino acids and
give the sequence of the C-terminal 73-amino acid frag-
ment. The three peptides disclosed by Thibault et al.,
supra, correspond to C-terminal fragments of this pep-
tide. Since all of these peptides were isolated from rat
atria, and one that was synthesized conformed to the
shortest one isolated, all optically active amino acids
have L-configuration.

Misono et al., Biochem. Biophys. Res. Comm. 118
(2): 524-529 (1984), disclose isolation of a 25-amino acid
peptide of sequence 9-33 (numbering as above). Since
this peptide was isolated from rat atria, all optically
active amino acids have L-configuration.

Needleman et al., U.S. Pat. No. 4,496,544, discloses
1solation from several peptides of sequences 12-29,
12-30, 12-32, 12-33, 11-29, 11-30, 11-32, 11-33, 10-29,
10-30, 10-32 and 10-33 (numbering as above). Since all
of these peptides were isolated from rat atria, all opti-
cally active amino acids have L-configuration.

Nutt et al.,, U.S. Ser. No. 51,981, describes various
peptides having potent natriuretic activity, including
those having the general formula:

I——_—_—T

X~Phe—~B—C—Arg—Ille—F—Arg=—lle~i—J—GIn—8Ser—M—Leu—0O—Y

merous laboratories set about to isolate, characterize
and chemically identify the active substance(s) in the
cardiac atrial extracts. The active substance(s) in car-
diac atria was called atrial natriuretic factor or ANF but
has been referred to also as cardionatrin (de Bold et al.,
Life Sci. 33: 297-302, 1983) and atriopeptin (Currie et
al., Science 111: 67, 1984).

Thibault et al., FEBS Lett. 164 (2): 286-290 (1983),
discloses three peptides of 26, 31 and 33 amino acids and
gives their amino acid composition but does not give
any amino acid sequences. Since these peptides were
isolated from rat atria, all optically active amino acids
have L-configuration.

33

65

OBJECTS OF THE INVENTION

It i1s an object of the present invention to provide
novel peptides having activity like that-of ANF pep-
tides isolated from biological materials. Another object
is to provide novel peptides having potent natriuretic,
vasodilatory and hypotensive activity. A further object
1s to provide novel peptides having enhanced metabolic
stability. These and other objects of the present inven-
tion will be apparent from the following description.

SUMMARY OF THE INVENTION

The invention comprises peptides containing N-
alkylated amino acids and having the following struc-
ture:
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R—Cys—A—B—(C=—D==N—0—E
N
Ile

/
(':ys-J—-Leu—I—Ser-H—G—F
K=—L—M—P—Q

wherein

at least one residue is an N-alkylated amino acid,

R 1s H, Ac, Ser, Ser-Ser, Arg-Ser-Ser, Arg-Arg-Ser-
Ser, or Ser-Leu-Arg-Arg-Ser-Ser;

A 1s Phe or NMePhe:

B i1s Gly, D/L-Ala or D/L-Pro;

C i1s Gly, L-Ala or D/L-Pro; or
B-C is
(C R
Ff J{/L/
D/L N
HN |

1 O
',

where n=1 or 2, and R! is H or methyl;
D 1s Arg, NMeArg or D/L-Pro;
E is Arg, NMeArg or Pro;
F is Gly, D/L-Ala or D/L-Pro;
G 1s Ala, NMeAla or D/L-Pro, or F-G 1is

( R
A D/L
D/L

HN I
il O
o)

where n=1 or 2, and R!is H or methyl:

H 1s Gln or D/L-Pro:

I1s Gly, D/L-Ala or D/L-Pro;

J s Gly, D/L-Ala or D/L-Pro;

K 1s D/L-Asn, D/L-Pro or D/L.-NMeAla;
L 1s D/L-Ser, or D/L-Pro; -

M is D/L-Phe, D/L-NMePhe or D/L-Pro;
1s Met, Ile, Leu or Nle;

O 1s Asp or Glu;

Pi1s D/L-Arg, NH; or is absent; and

Q 1s D/L-Tyr, NH> or is absent.

The invention further comprises amides, lower alkyl
esters and the physiologically acceptable metal salts and
acid addition salts thereof.

The designation D/L represents both the D- and
L-amino acid configuration. Unless otherwise indi-
cated, all optically active amino acids have the L-con-
figuration.

The foregoing peptides have properties similar to
those of atnial natriuretic factor peptides isolated from
biological materials, e.g., potent natriuretic, vasodila-
tory and hypotensive activity, but with increased po-
tency and metabolic stability.

DETAILED DESCRIPTION OF THE
INVENTION

The peptides of the present invention contain at least
one N-alkylated amino acid which provides metabolic
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stability and includes high potencies. The presence of 65

N-alkylated amino acids rigidifies peptide conformation
and confers resistance towards enzymatic degradation
of tertiary amide bonds.

4

Abbreviations for common amino acids are:

Leu

Ala Alanine Leucine
Arg Arginine Lys Lysine
Asn Asparagine Met Methionine
Asp Aspartic Acid Phe Phenylalanine
Cys Cysteine Pro Proline
Glu Glutamic Acid Ser Serine
- Gln Glutamine Thr Threonine
Gly Glycine Tyr Tyrosine
His Histidine Val Valine
Ile Isoleucine
Other abbreviations are:

Nle Norleucine

NMePhe N-methyl phenylalanine

NMeArg N-methyl arginine

NMeAla N-methy] alanine

Synthesis of these ANF analogs follows the protocol
established for that of other ANF analogs, such as is
described in R. F. Nutt and D. F. Veber, Endocrinology
and Metabolism Clinics of North America, vol. 16, no. 1,
March 1987, M. Rosenblatt, J. W. Jacobs, Eds., pp.
19-41. More preferred peptides are identified below.

Preferred peptides of the invention are those having
the following sequence:

R—Cys—A—B—C—D—N—0O—E
AN
Ile

/
(l.“,ys—J—Leu—I—Ser—H-—G'—F
K=—L~M—P—Q

wherein
at least one residue is an N-alkylated amino acid,
R 1s H, Ac, Ser, Ser-Ser, Arg-Ser-Ser, Arg-Arg-Ser-

Ser, or Ser-Leu-Arg-Arg-Ser-Ser;

A 1s Phe;

B 1s Gly or D-Ala;

C 1s Gly, L-Ala or D-Pro:

D 1s Arg, N-MeArg or L-Pro;

E 1s Arg;

F 1s Gly, L-Ala or D/L-Pro;

G 1s Ala, N-MeAla or Pro;

H 15 Gln;

Iis Gly, D/1.-Ala or L-Pro;

J 1s Gly, D/L-Ala or D-Pro;

K is D/L-Asn, D/L-Pro or D/L-N-MeAla:
L 1s D/L-Ser, D/L-Pro or D/L-N-/MeAla;
M is D/L-Phe, D/L-N-MePhe or D/L-Pro;
N i1s Met of lle;

O 1s Asp or Glu;

P 1s D/L-Arg, NH> or is absent; and

Q is D/L-Tyr, NH; or is absent.

Tables 1, 2 and 3 identify examples of these potent
analogs and their activity relative to sequence I shown
below. Their structure is identified with reference to the
following peptide sequence (I), which does not contain
an N-methyl amino acid and which is therefore not
within the scope of the invention.

] 5 0

Ser Leu Arg Arg Ser Ser Cys Phe Gly Gly
15 20 (D)

Arg Ile Asp Arg lle Gly Ala Gin Ser Gly
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-continued

25 28
Leu Gly Cys Asn Ser Phe Arg Tyr

Peptides of the invention may be prepared using solid
phase synthesis, such as that described by Merrifield, J.
Am. Chem. Soc., 85, 2149 (1964) or other equivalent
chemical syntheses known in the art such as the synthe-
ses of Houghten, Proc. Natl Acal. Sci., 82, 5132 (1985),
paying particular attention to treatment of the peptide-
containing solution following HF cleavage. Solid-phase
synthesis is commenced from the C-terminus of the
peptide by coupling a protected amino acid to a suitable
resin, as generally set forth in U.S. Pat. No. 4,244,946

synthesis of this general type are set forth in U.S. Pat.
Nos. 4,305,872 and 4,316,891.

In synthesizing the polypeptides, the carboxyl termi-
nal amino acid, having its alpha-amino group suitably
protected, is coupled to a chloromethylated polystyrene
resin or the like. After removal of the alpha-amino pro-
tecting group, as by using trifluoroacetic acid in methy-
lene chloride for the t-Butyloxycarbonyl (Boc) group,
the next step in the synthesis 1s ready to proceed. Other
standard cleaving reagents and conditions for the re-
moval of specific amino protecting groups may be used,
as described in the open literature. |

The remaining alpha-amino- and side-chain-protected
amino acids are then coupled stepwise in the desired
order by condensation to obtain an intermediate com-
pound connected to the resin. As an alternative to add-

ing each amino acid separately in the synthesis, some of

them may be coupled to one another prior to the addi-

10

issued Jan. 21, 1982 to Rivier et al., the disclosure of

which 1s hereby incorporated by reference. Examples of
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tion to the growing solid-phase chain. The selection of 37

the appropriate coupling reagents is within the skill of

the art. ‘

The condensation between two amino acids, or an
amino acid and a peptide, or a peptide and a peptide can
be carried out according to the usual condensation
methods such as azide method, mixed acid anhydride
method, DCC (dicyclohexylcarbodiimide) method,
active ester method (p-nitrophenyl ester method, BOP
[benzotriazole-1-yl-oxy-tris(dimethylamino)phos-
phonium hexafluorophosphate] method, N-hydroxysuc-
cinic acid imido ester method, etc), Woodward reagent
K method. In the case of elongating the peptide chain in
the solid phase method, the peptide is attached to an
insoluble carrier at the C-terminal amino acid. For in-
soluble carriers, those which react with the carboxy
group of the C-terminal amino acid to form a bond
which is readily cleaved later, for example, halomethyl
resin such as chloromethyl resin and bromomethyl
resin, hydroxymethyl resin, aminomethyl resin, benzhy-
drylamine resin, and t-alkyloxycarbonylhydrazide resin
can be used.

Common to chemical syntheses of peptides is the
protection of the reactive side-chain groups of the vari-
ous amino acid moieties with suitable protecting groups
at the site until the group is ultimately removed after the
chain has been completely assembled. Also common is
the protection of the alpha-amino group on an amino
acid or a fragment while that entity reacts at the car-
boxyl group followed by the selective removal of the
alpha-amino-protecting group to allow subsequent reac-
tion to take place at that location. Accordingly, it is
common that, as a step in the synthesis, an intermediate
compound is produced which includes each of the

45
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6

amino acid residues located in the desired sequence in
the peptide chain with various of these residues having
side-chain protecting groups. These protecting groups
are then commonly removed substantially at the same
time so as to produce the desired resultant product
following purification.

The applicable protective groups for protecting the
alpha- and omega-side chain amino groups are exempli-
fied such as benzyloxycarbonyl (hereinafter abbreviated
as Z), 1isonicotinyloxycarbony! (1INOC), O-chloroben-
zyloxycarbonyl [Z(2Cl}), p-nitrobenzyloxycarbonyl
[Z(NO3], p-methoxybenzyloxycarbonyl [Z(OMe)}, t-
butoxycarbonyl, (Boc), t-amyloxycarbonyl (Aoc), iso-
bornyloxycarbonyl, adamatyloxycarbonyl, 2-(4-
biphenyl)-2-propyloxycarbonyl (Bpoc), 9-fluorenylme-
thoxycarbonyl (Fmoc), methylsulfonylethoxycarbonyl
(Msc), trifluoroacetyl, phthalyl, formyl, 2-nitrophenyl-
sulphenyl (NPS), diphenylphosphinothioyl (Ppt), dime-
thylphosphinothioyl (Mpt) and the like.

As protective groups for carboxy group there can be
exemplified, for example, benzyl ester (OBzl), cyclo-
hexyl ester (Chx), 4-nitrobenzyl ester (OND), t-buty-
lester (Obut), 4-pyridyimethyl ester (OPic), and the like.
It 1s desirable that specific amino acids such as arginine,
cysteine, and serine possessing a functional group other
than amino and carboxyl groups are protected by a
suitable protective group as occasion demands. For
example, the guanidino group in arginine may be pro-
tected with nitro, p-toluenesulfonyl, benzyloxycarbo-
nyl, adamantyloxycarbonyl, p-methoxybenzenesulfo-
nyl, 4-methoxy-2,6-dimethylbenzenesulfonyl (Mds),
1,3,5-trimethylphenylsulfonyl (Mts), and the like. The
thiol group in cysteine may be protected with p-
methoxybenzyl, triphenylmethyl, acetylaminomethyl,
ethylcarbamoyie, 4-methylbenzyl, 2,4,6-trimethybenzyl
(T'mb) etc., and the hydroxyl group 1n serine, threonine
or tyrosine can be protected with benzyl, t-butyl, tetra-
hydropyranyl 2-bromobenzyloxycarbonyl, 2-6-
dichlorobenzyl etc.

Stewart and Young, “Solid Phase Peptide Synthesis”,
Pierce Chemical Company, Rockford, Ill. (1984) pro-
vides detatled information regarding procedures for
preparing peptides. Protection of a-amino groups is
described on pages 14-18, and side-chain blockage is
described on pages 18-28. A table of protecting groups
for amine, hydroxyl and sulfhydryl functions is pro-
vided on pages 149-151. These descriptions are hereby
incorporated by reference.

After the desired amino-acid sequence has been com-
pleted, the intermediate peptide is removed from the
resin support by treatment with a reagent, such as liquid
HF and one or more cation scavengers, which not only
cleaves the peptide from the resin, but also cleaves all
the remaining side-chain protecting groups. Following
HF cleavage, the protein sequence is washed with
ether, transferred to a large volume of dilute acetic acid,
and stirred at pH adjusted to about 8.0 with ammonium
hydroxide.

Alternately, the acetic acid solution containing pep-
tide 1s oxidized to the disulfide containing product using
I> as the oxidizing agent.
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Structure
1 Flynn et al.
I Flynn et al.
D—Ala(9, 22) Ala(10, 16) Pro(20)
D=—Ala(9) Ala(10, 16) Pro(20)
D—Ala(9) Ala(16) Pro(20)
D= Ala(9) Ala(10) Pro(11)
D~ Ala(9) Pro(11)
D—Ala(9) Pro(10)
N—MePhe(8)
Pro(11)
Pro(12)
Pro(13)
Pro(14)
Pro(15)
Pro(16)
D—Pro(16)
N-—MeAla(17)
Pro(18)
Pro(20)
Pro(21)
Pro(22)
D—Pro(22)
CH;3
6
NHJ:R N/'\ﬂ/ (21, 22)
I ©
O
6
NH—LE NT |6, 10
[ ©
O
NHIR N7 Y o, 10
I ©
O
NH—I:S N | 10
I O
O
TABLE 2
Structure
I Flynn et al. (7-27)-NH;
21 Pro(24) (7-27)-NH>
22 Pro(25) (7-27)-NH,
23 Pro(26) (7-27)-NH»

7
TABLE 1

Vasorelaxant Relative Potency

5,204,328

(3-28)
(3-28)
(3-28)

(3-28)

(3-28)

(3-28)

(3-28)

8
TABLE 3
Vasorelaxant Vasorelaxant Relative Potency

__Relative Potency Structure Aorta

s IFlynnetal.  (5-26)-NH; 1

Artery  ortz 24 Pro(9) (5-26)-NH; 0.05

25 D-Pro(9) (5-26)-NH; 0.004
(1-28) 1 1 26 Pro(10) (5-26)-NH> 0.05
(3-28) 1 ] 27 D-Pro(10) (5-26)-NH; 0.39
(3-28) 3.3 28 D-Pro(20) (5-26)-NH> 0.16
(3-28) 1.97 10
(3-28) 152
(3-28)  0.38 Structure 1 represents a peptide sequence of amino
(3-28) 148 acids 3 through 28 of formula I with D-Ala at positions
gégg g'g 9 and 22, Ala at positions 10 and 16 and Pro at position
(3-28) 0.3 20. Structure 26 represents a peptide sequence of amino
(3-28)  0.12 15 acids 7-27 of formula 1 with Pro at position 26 and an
(3-28) 0.19 amino terminal amino group following Arg (27).
ggg g'ggg More preferred peptides of the invention are those
(3-28) ' 0.30 identified as structures 1, 2, 3, §, 6, 14, 15, 17, 21 and 23.
- 0.5

833 0.81 3 20 EXAMPLE 1
Gog 15 PROLINE-26 ANF (7-27) amide

H—Cys=—Phe—Gly—Giy—Arg—Ile—Asp—Arg=—Ile—Gly—Ala—GIln—

]

Ser—Gly—Leu—Gly—Cys—Asn—S8er—Pro—Arg—NH;

0.028

0.19 :
Fully-protected resin-bound precursor was assem-

bled, using manufacturer-supplied reagents and proto-
cols throughout, in 0.5-mmole quantity on an Applied
Biosystems Model 430A Peptide Synthesizer. Thus,
sidechain functionality-protected residues Cys (para-
methylbenzyl), Arg (NC-tosyl), Asp (beta-benzyl), Ser
(benzyl), and other sidechain-nen-protected residues
were introduced stepwise by double treatment during
each cycle with the appropnate activated Boc amino
acid, starting with 1% cross-linked beta-methylbenzhy-
drylamine resin. The resin-bound peptide (2.80 g.) was
mixed with 5 ml. of anisole and cleaved with approx. 50
ml. of liquid HF in a Kel-f apparatus at 0°-5" for 1.5
hours. After removal of the HF by evaporation, ether
was added to the residue to precipitate crude peptide,
which was isolated by filtration of the spent resin/pep-
tide mixture and drying in vacuo.

The solid was leached with a total of 200 mi. of 2N
acetic acid in several portions, and to the leachate was
added a solution of 1.46 g. of 1odine in 450 ml. of glacial
acetic acid. After 24 hours 2.1 1g. of zinc dust was added
to the ice-cooled solution, with stirring for 1-2 minutes
(decolorized), followed by filtering and removal of
solvent under vacuum to give a yellow residue which
was charged to a column approximately 5X90 cm. of
Sephadex GS50F packed and eluted with 50% acetic
acid. Fractions containing product by TLC and HPLC
were pooled for concentration and lyophilization (yield
540 mg.) Product was purified by preparative HPLC
(0.1% tnfluoroacetic acid/acetonitrile-water gradient)

0.3

0.15
35

0.06

45

0.096

50

0.107

35

Rabbit ] to give fractions yielding 348 mg. of final product upon
Renal Artery concentration and lyophilization, ca. 97% pure by
1 HPLC [data: amino acid analysis, 360 MHz PMR,
1.3 65 FAB-MS].

g-gg Assembly of other peptides within the present inven-

tion, while not specifically exemplified, is within the
ordinary skill of an artisan.
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Therapy

The peptides of the invention are potent diuretic,
natriuretic, vasorelaxant, hypotensive, and anti-hyper-
tensive agents and are useful in the treatment of patho-
logical conditions associated with water and/or electro-
lyte imbalances as well as in hypertension, especially in
renovascular hypertension. They are substantially non-
toxic and have the added advantage of providing the
desired effects at very low dosage levels. Although the
compounds themselves are water-soluble at the very
low concentrations at which they are usually employed,
they are preferably used in the form of their freely
water-soluble acid addition salts with pharmaceutically
acceptable acids, e.g. acetic, citric, malic, or succinic
acid. The acetate salts are particularly advantageous
because they are easily obtained as the products of the
synthesis process described above. Such freely water-
soluble saits may be converted, if desired, into different
acid addition salts with pharmaceutically acceptable
acids, by treatment with the appropriate ion exchange
resin in the manner described by Boissonas et al., 1960
Helv. Chim. Acta 43, 1349. Suitable ion exchange resins
are strongly basic anion exchange resins, for example
those listed in Greenstein and Winitz “Chemistry of the
Amino Acids”, John Wiley & Sons, Inc., New York and
London 1961, vol, 2, p. 1456. Basically substituted
cross-linked polystyrene resins such as Amberlite IRA-
400 or IRA-410 are preferred. Freely water-soluble
salts of the peptides of this invention may also be con-
verted to salts of low solubility 1n body fluids by treat-
ment with a slightly water-soluble pharmaceutically
acceptable acid, e.g. tannic or pamoic acid. In general,
the acid addition salts of the peptides of this invention
with pharmaceutically acceptable acids are biologically
fully equivalent to the peptides themselves.

When the peptides of this invention or their acid
addition salts with pharmaceutically acceptable acids
are employed in medicine they are administered system-
ically, either by intravenous, subcutaneous, or intramus-
cular injection, or by sublingual or nasal administration,
in compositions in conjunction with pharmaceutically
acceptable vehicles or carriers. For administration by
injection or by the nasal route it is preferred to use the
peptides in solution in a sterile aqueous vehicle which
may also contain other solutes such as buffers or preser-
vatives as well as sufficient quantities of pharmaceuti-
cally acceptable salts or of glucose to make the solution
isotonic. In addition, when the above compositions are
intended for use as sprays for nasal administration they
may also contain small amounts of pharmaceutically
acceptable surface-active agents to ensure rapid absorp-
tion of the respective peptides by the nasal mucosa. For
sublingual administration it is preferred to formulate the
peptides of this invention as rapidly dissolving tablets
together with solid excipients or carriers such as lac-
tose. Exampies of such excipients or carriers are found
in standard pharmaceutical texts, e.g. in Remington’s
Pharmaceutical Sciences, Mack Publishing Company,
Easton, Pa. 1970. Intranasal or sublingual administra-
tion may be less precise than intravenous injection but it
may be a more convenient form of treatment.

When administration of the peptides of this invention
1s desired for the obtention of diuretic, natriuretic,
vasorelaxant, hypotensive, of anti-hypertensive effects
such as for example in the treatment of hypertension, in
particular of renovascular hypertension, the dosage to
be administered will depend upon such factors as the
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10

species, age, weight, sex, and condition of the patient,
and with the chosen form of administration. Generally,
treatment is initiated with small dosages substantially
less than the optimal dose of the respective peptide.
Thereafter, the dosage is increased by small increments
until the optimal effect under the given circumstances is
reached. In general, the peptides of this invention are
most desirably administered at dosage levels which will
give effective concentrations of the respective peptides
in the blood of the patient without causing any harmful
or deleterious side effects, and preferably at a level
which is in the range from about 0.01 mcg to about 100
mcg per kilogram body weight, although as aforemen-
tioned variations will occur. However, a dosage level
which is in the range of from about 0.1 mcg to about 25
mcg per kilogram body weight is most desirably em-
ployed to achieve effective results.

It 1s often desirable to administer the peptides of this
invention continuously over prolonged periods of time,
and one way by which this may be achieved is by ad-
ministration of long-acting, slow-release, or depot dos-
age forms. Such dosage forms may either contain a
pharmaceutically acceptable salt of the respective pep-
tide having a low degree of solubility in body fluids, for
example the tannic or pamoic acid salts described
above, or they may contain the peptides in the form of
a water-soluble salt thereof together with a protective
carrier which prevents rapid release. In the latter case,
for example, the peptides may be formulated with a
non-antigenic, partially hydrolyzed gelatin in the form
of a viscous liquid; or the peptides may be adsorbed on
a pharmaceutically acceptable solid carrier, for example
zinc hydroxide, and may be administered in suspension
in a pharmaceutically acceptable liquid vehicle; or the
peptides may be formulated in gels or suspensions with
a protective non-antigenic hydrocolloid, e.g. sodium
carboxymethylcellulose, polyvinylpyrrohdone, sodium
alginate, gelatine, polygalacturonic acids, for example
pectin, or certain mucopolysaccharides, together with
aqueous or nonaqueous pharmaceutically acceptable
liquid vehicles, preservatives, or surfactants. Examples
of such formulations are found in standard pharmaceuti-
cal texts, e.g., in Remington’s Pharmaceutical Sciences
cited above. Long-acting, slow-release preparations of
the peptides of this invention may also be obtained by
microencapsulation in a pharmaceutically acceptable
coating material, for example, gelatine, polyvinyl alco-
hol, or ethyl cellulose. Further examples of coating
materials and of the processes used for microencapsula-
tion are described by J. A. Herbig in Encyclopedia of
Chemical Technology, vol. 13, 2nd Ed., Wiley, New
York 1967, p, 436 ff. The peptides of this invention may
advantageously also be formulated in poly(d,l-lactide)
microspheres such as described, e.g., in U.S. Pat. No.
3,773,919 or by Benita et al., 1984 J. Pharm. Sci. 73,
1721, or they may be microencapsulated in lactic-
glycolic acid polymers as described in “Lactic-Glycolic
Acid Polymers in Drug Carriers in Biology and Medi-
cine”, D. L. Wise et al., Eds., Academic Press, Orlando,
Fla. 1979. Controlled slow-release preparations of the
peptides may also be obtained by formulating them with
the new microporous polyproplyene polymers as de-
scribed by Kruisbrink et al., 1984 J. Pharm. Sci. 73,
1713. Alternatively, the peptides of this invention may
also be formulated for controlled long-term release in
synthetic liposomes such as described, e.g., by
Gregoriadis, 1976 New Engl. J. Med. 295, 704 and ibid.
756. All the above preparations for controlied long-
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term release are designed to release from about 0.01 to
about 25 mcg per kilogram body weight per day and are
preferably administered by intramuscular injection.
Some of the solid dosage forms of the peptides of this
invention described above, for example some of the
sparingly water-soluble salts thereof, or dispersions in
or adsorbates on solid carriers therefor, for example
dispersions in a neutral hydrogel of a polymer of ethyl-
ene glycol methacrylate or similar monomers cross-
linked as described in U.S. Pat. No. 3,551,556, may also
be formulated in the form of pellets releasing about the
same amounts of peptides as shown above and may be
implanted subcutaneously or intramuscularly. Further-
more, sterile aqueous solution of the peptides of this
invention containing preservatives and other solutes so
as to make them isotonic may also be administered intra-
venously In a continuous manner by means of a mini-
pump attached to the body of the patient, or said mini-
pump may be governed by the action of a sensor at-

10
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tached to or unplanted in the body of the patient which 20

activates the minipump whenever the blood pressure of
the patient or the concentration of Na+ in his blood-
stream exceed a certain predetermined safe limit. Con-
jugates of the peptides of this invention with albumin
are also useful as long-acting dosage forms thereof.
What is claimed is:
1. A peptide having the amino acid sequence:

R=Cys—A—B—C—D—N—0O-—E
N\
e

/
(liys—-.l—-Leu—I-—Ser—-H—G—F
K=—L—M=—P—(Q

wherein
R 1s H, Ac, Ser, Ser-Ser, Arg-Ser-Ser, Arg-Arg-Ser-
Ser, or Ser-Leu-Arg-Arg-Ser-Ser;
A. 1s Phe or N-MePhe;
B 1s Gly, D/L-Ala or D/L-Pro;
C 1s Gly, L-Ala or D/L-Pro; or

B-C is
( R!
b WA
D/L N
HN |}
li )
O
where

n=1or 2, and

R!is H or methyl;

D 1s Arg, N-MeArg or D/L-Pro;
E 1s Arg, N-MeArg or Pro;

F 1s Gly, D/L-Ala or D/L-Pro;

G i1s Ala, N-MeAla or D/L-Pro, or

F-G 1s
( R
b A
D/L N
HN li
I} O
O
wherein

n=1 or 2, and
R1is H or methyl;
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H is Gin or D/L-Pro;

I1s Gly, D/L-Ala or D/L-Pro;

J is Gly, D/L-Ala or D/L-Pro;

K is D/L-Asn, D/L-Pro or D/L-N-Me¢Ala;

L is D/L-Ser, D/L-Pro or D/L-N-MeAla;

M is D/L-Phe, D/L-N-MePhe or D/L-Pro;

N is Met, Ile, Leu or Nle

O is Asp or Glu;

Pis D/L-Arg, NH; or is absent;

Q is D/L-Tyr, NH; or is absent;

with the proviso that one residue of said peptide shall
be N-methylated, said N-methylated residue taken
from the group consisting of N-MePhe at position
A, N-MeArg at position D, N-MeArg at position
E, N-MeAla at position G, D/L-N-MeAla at post-
tion K, D/L-N-MeAla at position L and D/L-N-
MePhe at position M;

with the additional proviso that, when all other resi-
due positions are identical to native ANP, M is not
N-MePhe, K is not Pro or C 1s not Pro.

2. A peptlde of claim 1 having the following se-

quence:

R~Cys—A—B—C—D—N—0—E
AN
Ile

/
Cllys-—J--—-Leu—I'—Ser—H—G—F
K—L—M—P—Q

wherein
R 1s H, Ac, Ser, Ser-Ser, Arg-Ser-Ser, Arg- Arg -Ser-
Ser, or Ser-Leu-Arg-Arg-Ser-Ser;

A 1s Phe;

B is Gly or D-Ala;

C 1s Gly, L-Ala or D-Pro;

D is Arg, N-MeArg or L-Pro;

E is Arg;

F 1s Gly, L-Ala or D/L-Pro;

G 1s Ala, N-MeAla or Pro:

H is Gln;

I 1s Gly, D/L-Ala or L-Pro;

J 1s Gly, D/L-Ala or D-Pro;

K i1s D/L-Asn, D/L-Pro or D/L-N-MeAla;

L 1s D/L-Ser, D/L-Pro or D/L-N-MeAla;

M 1s D/L-Phe, D/L-N-MePhe or D/L-Pro;

N is Met or Ile;

O is Asp or Glu;

P 1s D/L-Arg, NH> or is absent; and

Q is D/L-Tyr, NH; or is absent.

3. A method of treating a disorder of electrolyte
balance which comprises administering to a mammalian
species a therapeutically active amount of a peptide of
claim 1.

4. A method of lowering hypertension which com-
prises administering to a mammalian species a therapeu-
tically active amount of a peptide of claim 1.

§. The peptide as claimed in claim 1, wherein A is
N-MePhe.

6. The peptide as claimed in claim 1, wherein R! in
B-C 1s methyl.

7. The peptide as claimed in claim 1, wherein D in
N-MeArg.

8. The peptide as claimed i1n claim 1, wherein E is
N-MeArg.

9. The peptide as claimed in claim 1, wherein G is
N-MeAla.
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10. The peptide as claimed in claim 1, wherein Rlin 12. The peptide as claimed in claim 1, wherein L is
F-G is methyl. D/L-N-MeAla.

_ _ , _ _ ' 13. The peptide as claimed in claim 1, wherein M is
11. The peptide as claimed in claim 1, wherein K is D/L-N-MePhe.

D/L-N-MeAla. 5 £ * x % *
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